Supplemental Experimental Procedures

Real-Time PCR
Sequences or primers and probes used are: Spi6 (Serpin b9, accession number U96700) (Sun et al., 1997) (forward: 5'-CCA TCA AAC CAT TCC TTC TGT AGC-3', reverse: 5'-AGC AGA GAT TAC AGG ACA TTG CG-3', probe: 5'-CAG GAG AGC GTC CCT ACC CCA TCT G-3'). Real time PCR reactions were carried out using TaqMan Universal PCR Master Mix (PE Applied Biosystems) and run on an ABI Prism 7700 Sequence Detection System (PE Applied Biosystems).
TEM
Cell samples were fixed in 2% glutaraldehyde/4% paraformaldehyde in 0.1 M Na cacodylate buffer (pH 6.8) for 1 hr, washed with sodium cacodylate buffer, then post-fixed with 1% osmium tetroxide in 0.1 M sodium cacodylate buffer for 1 hr. After rinsing with 0.2 M NaH maleate buffer (pH 5.1) for 5 min, cells were stained in 1% uranyl acetate in maleate buffer for 60 min, then rinsed in NaH maleate buffer. Dehydration was performed by washing in progressively higher concentrations of ethanol (25%-100%), Infiltration was performed in 2:1 propylene oxide: Spurr resin (2 x 30 min), 1:1 propylene oxide: Spurr resin 2 x 30 min overnight, then 100% Spurr resin 6 x 1 hr and polymerized at 60ºC for 3 days. Ultrathin sections (0.1 µm) sections were produced using a Reichert-LKB microtome) and counter-stained with Reynolds lead citrate solution (Reynolds, 1963) . 13.1 ± 0.8 8.1 ± 1.2 90.1 ± 1.6 1.0 ± 0.48 1.5 ± 0.9 Spi6 KO (n = 12) 15.4 ± 1.7 9.1 ± 1.3 89.6 ± 1.3 0.9 ± 0.19 1.9 ± 0.6 p = 0.08 p = 0.35 p = 0.43 p = 0.87 P = 0.59
The mean levels of various cell populations were determined from peripheral blood leukocytes (PBLs) by standard cytometric methods (Coligan et al., 1995) and are ± SEM.
The degree of statistical significance was determined by 2-tailed Student's t-test. and GrB KO mice. The arrow indicates electron-dense granule cores (7 in B6 CTLs, 9 in GrB KO CTL). In both CTLs these cores were organized in clusters indicative of granule vesicles. The granule cores of GrB CTLs appeared to be of lower electron density, presumably because of lower protein concentration due to the absence of GrB. Scale bar equals 2 µm.
